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m m m 

[oooi] *mmte, mmxmmnmmMm^m~rz> 0 zmmi^ nrmmmm^- 

[ooo2] Hrmmmmm^isxr, HGFth^^ 0 )mmmm(Dmm^^^-r^m&m 
xm, mte^ft7$;mmm&Girzi>mm&£tix&Q, ^ay^mmcF^ 

t^SF (scatter factor), TCF (Tumor cytotoxic factor) ^{£M£ttTl^o 

So HGFnjffmmm^mn&mzhmmmMi&m, mmmm&m, skwm^ 

^KTfc5r^^^p^ttTV>5(##^mi#ff,o ) 0 HGFtt-€r©Hl3gf^ffld^JffS! 

[0003] HGFtt, Jim m, mm, #«t x>m, mmxnmmm^m^h^^ik^m^ 

, HGF&mmmMtvxm^^fMa^ mfc^^ft^mt^m&zm^x* 
AK£mtz>i&ms&z>o vttes HGF«^^--x>NA^-#pm(cHo)*0i^ 
m(Dmmm^m^^x^.mx^z.t^uhnxi^(m^jcm5, i6&m a )„ 

[0004] mshis ew^mm^^m-rs^^LT^, ^mnm^mm^m^ s 
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[0005] e K^<DmMttij\\Rx$mm<D{&Mn, DNAfosv^^s a jc 

(^^^J^CO^^^fi^^, ^M^i^V^faiKftf^Cpost-translational mo 
dification) t?foS 0 -®fllR^»«/J^^f*^^^V^f*^^{m5lffllSrt/J^ 

[0006] t:H*^©^e«^«^ii(»#I^#*P^tLfcMe«ibT#^-r6ri:^^p 

#HSo )o 

[0007] m&n^m^Mx^^m^xmmH^mmji^i-^MmtL-x^mm^ 

mmnmmmtn^<m^xv^tc^^mmmmiiL^'r^s&m^mM 

(Dm%m^(Dmmm^tn^<m^x^^^t^hnx\^^(^m^xmii^ 

m 0 ) 0 

z<Dtcib, ~(D£?mm^m&mtth^(Dm<Dmimmzttvxfam^^-r 
(Dx^hRx^Wi^KDmMaatvxm^^^tnx^^\ 
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[0008] m&mmhmmmm&^-rzm^h^x, itm^m^m&n^m 

Tl^(^#f^»12« 0 ) 0 

[0009] ^«^i:^«#^fflv^T^Mufcse^^Mi«^^-r^\ 

[0010] HGF»5^(7)||^^#^P§^LTV^(##f^»13, 14#JS 0 )„ HGF<£>*f£K£- 
AtibTV ^^Col ^T^ftf ^ft^tVC&fc-f , j^-^S^-CteftV ^ 

o 

HGF^s^j^jS^tt^{*^bTv^^«fstSc^^s^ s inf^jc^-e^N-^y^^- 

— ifMabfcHGF^O-i/y^^-— t£#y£UfcHGFa*, ^§^f&gl1-§ConA#^ 
AMK^jft/TV ^tSr^LTl >6 0 N-^y^7^— if ^®bf-HGF^O-^y^7^- 
— ^aUfcHGF^ConA^79A^^^$fb6r^«, EHE^I&*a s +#fc&£*X 
TV^V^^^^i-5o Uc^ot, N-^y^7-^— if^SbfcHGF^O-^y^-^- 

[0011] Sfcte, HGF«^^«^tt^^^T*SI^±t?ifi, ^ffi^iEil, iiWff^^ffi, 

&m c ) 0 
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^'Y^^/nv 5 — (Current opinion in biotechnology) N 2001^, 111 2# N p 
. 195-201 
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^#fF^CS^3:3— ^y^VV'T— /V (Kornf eld, R. MtjU^, T^-T/WWtT^— • 
^^•/-^^^-^hy— (Annual review of biochemistry. ) „ 1985^, f§54 
# N p. 631-664 

##I^S^4:3/^^-^— (Kobata, A. h 3 — nt°T>" v^f— 

5^MJ~ (European journal of biochemistry) , 1992^, ^209^, p. 483- 

501 

##fF3Cl£5:^— ^r-^— (Varki, A. h ^yn/^tn^- (Glycobiology) , 19 
93^ ^3#, p. 97-130 

##fF3Ci£6 : — v" — ^^(Goochee, C. F. ) ✓ W^^/Pv?— (Biot 

echnolgyh 1991^ f|9#, p. 1347-1355 

^f^fi^^^-^CTakeuchi, M. ) ffil£, N ^ijn/^tn^- (Glycobi 
ology) , 1991<ffs Hl^ p. 337-346 

^#fF^Cft^8:^-f^^^«^— (Wiseman A. h J^T^—T (Endeavour, h 1 
996*fs ^20#, p. 130-132 

^#ir^tfc9:^yi?/Wv'— (Russell, C. ) ^ ^h^UT^- v^— InV-itrrf' 
^M^f^/P^ (Australian journal of biotechnology) , 1991^, H5#, 
p. 48-55 

^#fF^CmiO:^V^/^'T— (Buckholz, R. G. ) flill^ ^/^Ot'tVJ 
P^/- (Biotechnology) N 1991^s H9#, p. 1067-1072 
^#fF3cSm:^/W'7V — T— yKGemmill, T. R. )ffil^, /M^^^-^r-- 
^^^^-^^^(Biochimica et biophysica acta) N 1999^, f51426# 
, p. 227-237 

##I^Sfel2:T/VW^-^^(Altmann, F. ^U^n^^Vb- v^-Y— ^yU- 
(Glycoconjugate journal), 19993s Hl6#, p. 109-123 
##l^»13:^-^^(Hara, H. ) b> v^f— "^/^-^^V^^MJ— Qo 
urnal of biochemistry) , 19933s %\ 14#, p. 76-82 
##fP^tmi4:-^X-m^(Shimizu, N. ) £>, ^^^/WTM^-^^^v 5 
ft — ^•=i^.3.:=.<5 r ' — v'ayX (Biochemical and biophysical research 
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communications), 1992^, |?189#, p. 1329-1335 
^#f^3dtU5: /KHofmann, R. )£>, ^-Y • •/^^f 
^#-T^(Biochimica et biophysica acta) „ 1992^, Hll20#, p. 343- 
350 

4¥4fePFJClskl6:^y*rh'fr*- (Matsumoto, K. )ffil^ > ^^-^^/P-T^K-^ 
-f^-^-Yv^^/V .VJ-tj-v-^-. a^a.- <Jr— v^g^X (Biochemical and biophysical r 
esearch communications), 1997^ N H239#, p. 639—644 
##fP^C^17 W^-i/— (Hartmann, G. ) fe, ^oV- "f^^'Urf -If • 
^-->3^-7l^ • T^7 ! % — • f-^cn^ • • if • jl^-^^K • h • • Ty-V 

id (Proceedings of the National Academy of Sciences of the Unite 
d States of America) „ 1992^ H89#, p. 11574-11578 

mm mm^xo t-rzmm 
[0012] ^mm^mmn, uGFcomm^xm^fcmmxmm^fmmmmm^-^m^ 

too 1 3] « m^-hn±mmm^nm^--<< hgf (Dmmmm t m-r z> m^^MMmut- 

^ffi^rtT-fcofc, ^*L^^>\ If #l^:tftMHGFtt|*#I^-r§HGF^i:b-< 
TifiLtF^^'f4^ s f^-bbT*3i5, rcD£5^*lltt^<i?<^^Ji^fco/c 0 J^iicD 

(1) nrmmmmm^(DmmmmiiL(D^xn^<th-^m^m *xmm& 

(2) ±iE(i)iE«40«s^«§yjif^j}s±iMH^--efeoT, jfftjMiBi 1 ©^^ 
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mm*-, 

a) If mmmMm^-(DT^jm%Z&\ ^ f;i#?£t-3Asn-X-SerX«Asn-X-Thr (X 

b) If *BJM^H^GQT5:y^ia?IJ ^ ^^fSAsn-X-SerXteAsn-X-Thr (X 

c) If IfflJ^it^tH^-Wr^y^ga^lJ ^ ^#^-r§Asn-X-SerXt3Asn-X-Thr (X 

5^, 4>&<2&— oco=r>-fe^f-^gB^iJ©x^pro^g^nTV^;X« 

d) MflSifMB^-OT^StlB^J * t#4tS^/Kit)-oOO-^lfift 

(4) HfMitmH^^tbHf^Mmia^^5rt^#^^-r5_h|B (1)^^(3) 

(5) If «i#?8H^-7W=3X«^FF Mif ^H^T&6^£#mi:-r5 _LfE ( 
l) 7)>*b (3) »v ^-f ^^-IBiccD$*$I^:tftMBf ^I^m^tH^-, 

^^-lE^cDisii^tiMif mmmmm^x&^x, mzmm ^(DT^/mmvx 

OT^gk8SProl;ie&£;ft/Cl ^6rt^J;oT||294fifc^^#^p§tLTV vfcl ^ ; 

b) m402{±y^u/^x3m40M±<DT^;mm i &(DT^ym^ y.fe/m$w,403i\L 

(DT^/m.&'PTo\Z.W$&*hX\ ^ZLbK^XWb402\iL\ZM$k&ttlN£thX\ v&l ^ ; 



WO 2005/058951 



8 



PCT/JP2004/018719 



(7) gBM##2^iEife(Dr^y^ia^j^t^36:^$^5-hlH(i)^^(4)cov^-f^ 

OT^/g£^Pro^«|£ivrV ^r^^J;o-C^289f* ^l^tt^tVCV v^V ^ ; 
(DT^/m^Pro^U^tlXV ^^t^X^X^56im^WM^Htl\i^tlX^ vfel ^ ; 

xn 

<Z)T^/I^p ro ^e^tLTV^^^^ioTm648{i^lS^^^n§tLTV^V\ 

[0014] t^t, ^rnrnn, 

(8) _hfE (l) (7) cdv ^^^fE«cD«t^*MIf «if ^tH^S^-Kb? 

(9) ±fE(8)fE4ScODNA£m^3£A/fc^^— , 
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5_hiE (i) $*b (7) (D^^-rth^mmcommxmmmmmMm^mmm, 
(id mmmwmm-v^±m(io)mm(Dmmxmm^fmmmmm^(Dmm 

(13) ±m(9)tffl<D'<??-&m!kmmz.mAu lAifrt^ii^asir 

i|3l1-6r^#t^1-6±fa (1) 3>M7) 

(14) «*^Sr^-r^f7lfflJ^ii^H^^#*-eM-r5^^^J;oT*tlI^g|3X« 
££#fcte1-5_LgB (l) (7) ^i*ti/d^^lB*©«^^:igSliff#lBJiaii?itH^© 

(15) ^Sr^i-SJIT^J^timia^^-Ki-SmSSE^JSr^tfDNA^m^^A/ 

(16) )Sil^^5MM^H^^-K-ra^SIE^JX«±fS(8)fS«c^ 

(17) _LfE (1) frh (7) (75V ^-T^>^fE«cO|*$l^«Mlf ihm^bh^-^^ 
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(is) ±.m(8)mm(DjDNA^t^mi^mmm, 

[ooi5] ^mw^mmiKmmHGF^ mmrnm^, mmmM^xn^m^m^ 
mm&^-r^iiG¥(Dixm^tmm^o tot, *^0^©ti^iiHGF^fa 

X^^(DX\ HGF^^i^fSM-TSr^^-e^^ HGFfc<fc59JtfMB<£>B<j5|2|;h, 

So 

[0016] [01]#HGF©SDS-PAGEm«tS^*ff3ii§^Sr^i-|a"efe5o #HGF2rjg7C#!;3L 
[H2]HGF(Dflf ^W^J3Sitm^'(4(-oV ^T, 9^HIFI£flfiRHJI&©DNA^Jt*£:*B 
[|H3]HGFCD«^?gtt^oV>i:, MDCK^fflI^«Z)^t5:(DSS^j;oTlt^Ufc 
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[|H6]HGFtDjfiL^^^[4^-ril|-efe5 0 

[0017] i^T, ^KSrS¥3NH^Ki-So «^#^»^«Mhgf«, wm&# 

^/i^s/h^HGF^g^n^ 

&ft, *mm<DmmxmmiiGFia^ ^<DUGFiz.mm^Hijn^ti^^^ 
^ ^mm<DmmxmmuGFKn, ^(DUGFKmmmm^n^^^m 

±zoznm<D%ct>K s*. nMxnwAm^nx^^^t^MM-r^ 
ii«i^^p§ti/j:v >j;5 ^m&mA\^fcHGFmte^&m^/vfc^??—&mm 
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[0018] HGFO^$I#*Pg|3^(D^^<^— ^rPjfK^^Xmm^HM^tl^^KUGF 

-r6^t-«Asn^f*#l/5^^-f-§(Kobata, A. , Eur. J. Biochem. , 1992^ N 
H209#, p. 483-501) o ^(Dfcbb, ^^ir^f-^IE^J^cOAsn^ffiCDT^/^C^il 

Gln^) fcSVMi, SerX«Thr^ftfe(DT^y^(f^^{l\ Gly, A 

ia^) Kmm-rz>£?Km.&mmzmm%mA-rz>z.tx\ $mm±<DN-%g&mm 
la^jotii^T^M^fT/^ 

«Thr^ftil(DT^/^(^iJ^«\ Gly^) \Z.^Wtfr%&o\Z.M.mmm\Z.^m%WAirZ> 

[0019] HGF^3otf5tt#I#MM5m, M^l^tbHGF^*5V^T^ |B^J*<Z)ga^J#-^l 
-C^^tl,6r^y^ia^JcD||294{i(7)Asn(N-^^M^^) , ^402fi<Z)Asn(N- 

ffi&mmm) , m476<DTh.r(o-m&mmm) , m56m<DAsn(N-^&mmm.) , 

^653fiC9Asn(N-^MH#I)Tfc6 0 SB^J^(D|aM#^-2^$^55r 
5/m^^thHGF^*3it5lS#If^P^fi«, ^289ficDAsn (N-^^fil) 
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, m397iiL(DAsn(N-ffi&mmm),M471(DThr(0-ffi&mmm),M561&<DA 
sn (N-^Mf##J0 , ^648fi©Asn (N-^Mf*#J0 "Cfc5 0 

5/^IB^JC9^294fi^^^296'fi > |l402{^bil404{£, ^566f^^0568fi 
397{£^fbfl399f£ N ^561(^^^563^, ^^648^^^650^^^^ 

o 

[0020] uGF(Di^mmm^^mA-r^mtvxn, ^m^mAvt^^^nit 

te.iKSfc.fcflCi)^^— * (2)y#y— jsjj&^flk (3)W^=tK^ (4) #31 

PJ^*S^«MHGF^-K«MBB^lJ^ti>DNA N (5)M:^K>\ (6)^— 

_L1EDNA^«, ±|EH^#^Pt|3{i^^m^^A$^fci|*^fflMHGF^— K 
«i«@B^^5DNA^W^C (a) BfHBH^mMHGF^-Ki-S^ 

iBM(Z)^(Di^b<«m{ii»^^^4c, ttML<n&A£ti-tzm.mm 

^^oHGF^^i-SSfiK^-Kt-SDNA, (b) fuIEft#l^«MHG 
F^3— K^Si^SSB^J^^SDNA^tBM^^Sga^J^^^SDNA^by^ 

bem^&sdna, x« (c) mmmmx&MHGF&^—v-rz&Mmmtt'rz 
DNAt^tj:<khm6o%M±<Dmmvk$:^u /5*oHGF^^-rssesrsr=» 
— K-rs^sia^ij^^^sDNA^^-a-r^o-efeSo 
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l^ttSr^r-r^DNASrV^o 4*5, ^^hV^^hte^kfttn, ^hy^A 
$6S3 S $J19~ 40mMfMJ^ #£L<fiiftjl9— 20mMgIt% *&JtT^50~70°C 

[0021] *&m'vm^zz.b&m&z>'<?*~bvxtz. ±mm^m^t-r^m^-tpBR32 

2 N pUC18, pUC19(K#JteSf)#§s©y9^KSr, te^Stff ££i-5$&^t£pUB 
110 (v^V*±) ^»7 0 ^^K^, B£©&^±£1-5^^tepYES2 (Invitrogen) , p 
RB15(ATCC37O62)^09^^K^fflV^^^-e^So ft^BI&ffl^^^ 7 
^— ^bTte, pCAGGSXfipCXN2(Niwa, H. , Yamamura, K. and Miyaza 
ki, J. , Gene, 1991^, f?108#, p. 193-200, #1^03-168087) , pcDL- 
SRa (Takebe, Y. et al. , Mol. Cell. Biol. , 1988^, ||8#, p. 466-472) 

m^mfhti&o ^<Dm, ^^y^r—s^gtio, xgtiK^h^^— >-t±), * 

-Y/^SV40 (BRL^fc) , BPV(ATCC VR-703) Xf^bn^/^OiS'fe^ft 5l5 
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[0022] 7°p^-^-xi^— ;^^-iciLTt), mmxmmHGF%=i—}?-r%m.mm 

(DMkVXfe, fe^frizmBX'fo&Wt&fe, trp7 0 n^e— ^— , lac^n^e— , rec 
^^(^-f/^RSV), MPSV, ISISrM/V^, TtViMA'^ 

-tvi^, v^r ^^7^40 (sv4o) x^r?^— r^^f^^^^v^^pjf 

^-^A-T5c ^^N^f— J^Ss^if A-T5 0 ^>^^- 

o £UT«:, ^^Alt^^^N trp^— Xtelpp^ 

CYCl^-^-^-f?r, ^^IMMJ§&G0*§^\ SV40*— X 

[0023] ^©<£9^bT#^$tlfc*fm^c4»MHGF^m-<^^— fit, ^^^^H^Q. 

Mol. Biol. , 1970^, f?53#, p. 154), :7°nk7°^R£ (Proc. Natl. Acad. Sc 
i. USA, 1978^, H75#, p. 1929), U^^/^^^fe (Science, 1983^, % 
221#, p. 551), DEAE^^b^^fe (Science, 1982^, t?215^, p. 166), 
fl^^/V;*^(Proc. Natl. Acad. Sci. USA, 1984^, ^81^, p. 7161), >|V 
tTbny-?^*- (Proc. Nat. Acad. Sci. USA, 1975^, H72#, p. 581 
) , SmW*^*— m (Cell, 1984^, ^37#, p. 1053) , Xfi^M^n^Vv^ 
Va>i£;(Exp. Cell. Res. , 1984^, Hl53#, p. 347) fHiotf±^A^ 
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[0024] m^bisxm^zz.kwzzmfakvx^ mz.mmtt<, mm, mm, ia, mc 

mirz>mmmxh£.<, ^^^tmmxmmiGF^m^\^m^m-r^mm 
umx^w M&tf, cHoisa(ft^^ xv^^-iph«), cosm, 

XittmWXfete^W^fi^fbtl, Ifc^^TiSSaccharomyces cerevisi 



ae, Schizosaccharomyces pombe, Candida boidiniiJ^^Pichia pastoris 



(Dg$-&fc5VMiAspergillusJI, TrichodermaJlX«MucorJl^O*^0£:^f 

^(Dmrnxte, mmmm&^^tcbb, m^m^mm^-i-^nGFrn^^m 
[0025] n^ntcjfm^m^ n^t-r^mmxmmuGF^m^^tMz.^^ 
mm, mmm, mmm, ^v^, ssm RTtmrnm^^tiZo mm^mtvx^, 

!&WfcWkW-<Dm^*.WiM<DW}&, LBJ§±f6(0 7K®i^)XfiM9ig±te[J. Exp. M 
ol. Genet. , Cold Spring Laboratory, New York, 1972^, p. 431] ^/^ap 
If bfh, ^S^.^MM^m^-nYEP'Dmm (Genetic Engineering, Plenu 
m Press, New York, 1979^, p. 117) mti^fbth&o ^^WimM^m 
£\ ^20%^T^^^JMife^^«^^-^i#i*(MEMjtife), 
^ y =t^C^4—^/^tnM (DMEMifl) XteRPMIl 640J#Jt6 ( 0 #£r^f 
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[oo26] ^(DXo\^xmm^m^<Dmm±.m^xmm^m^^^tc.mmxmm 

[0027] #35K<£>*t£^CtftSiHGFJ* x ^3f50|E^IO^^«tt)SRfS^#J[Ib^:HG 

F£#fc&, «t^^^*-r§#*T^HGFSrM-r§^i-e^#fen5c l§§^^ 

fl5o »*^SLT#fettfc*iNW^*HGFtt, ^PJcD^H^tftMHGF^UTJi 

[0028] ^PJ©**#I/xt»MHGFfi, ^jnbiss ew^^x^s^tjfflbTwa 

y-A, tRNAXfMiRH^#(7)SeK^C^S^^^mTV^/t^, 

^«>, *iii#^p§i5fiSr^r-rsis^?r^r-rsHGFSr3— k-t SDNAfesv > 
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[0029] ±m(Dx^vx^hti^mm(DmmxmmuGFn, Mmmmm±, mm&tM 
fe'mxm&mj&j&ft&m^m ^xmm^-r^uGFtm^w^mu m.m& 
mmz.m^xi>m%Fv3bz>o — ^mm^mmxmmuGFnmm^'r^uGF 

[0030] *^P^^#t>6lS#l^«MHGF«, tb^t?Bf ?L«Ji^ (Mfctf , ^ 75/ 

mmmmmmm. mmmmmmm. mmmmmmM, ammmmmmm, 

ii#j^£LTfflv^r£2s-c#5 0 izti, ^mm(DmmxmmHGF%:=i—F-t&T)N 

[0031] *mA<DmmxmmHGFtemanmm&bvx^mx&v, -mvmmmm 
(DMrnxm^btiZo ^m<DmmxmmnGF$:^mj&ftb^x^m-tz>m.Mm 

K}^9m^x^mm^mmuGFt^^mm<D^,xn^ntmm<Dtmt 
mz.m$#L mA%L ^mxnmnMtzth, ^x-hmmmmmx^o 
Mm^nm^mm-fz^tftx^, m«\ mrnxmrnuGF^nm^mw^ 

^-7^^-mxmMvxmmu ^ ^xmrnm^mm^m-r^'t^^mm 
-r%-ttfx%& 0 &.mm^<DmmxmmuGF^mtvxn, mnmo. 0002-3 ( 
wyv%)um, m-&L<nmo. 001-2 (w/v%)um\zm9i£tiz>o @n 
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&X%Z> 0 

[0032] *^P^(D||^^iiMHGF(7)g^M^J^»Wb^^LT, ^^J^^P^S 
rt^*LV\ Sje-fb^fllfcLTW:, Mfctf, yvzf})^ if^^ 77- 

«\ «ij(M^«\ £s^*k$u MitisbK ; &Mm7km , mfimmz.&. 

D-y/Mfh— yT>7*i> fV7°y, igftt/i/n-^, ^.xhy^lf) , 

^3gfc»J(#Rtf, ^trW^ yT«7if, D— ^>^h~/K tf/v^V^m 
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[0033] *«P^©ElIiii, ^©^iJW^jSCfcii^^WM^i^S^-^^tS 

^A^*fu m^mmxmmuGFtvxmo. oim g -5oom g , m&u<n 

mo. 05mg— lOOmg-C&t), ^ftSrl P l0^Ui£0^ttT^^1-5<^}g^ 
[0034] *^KO*S«^:a§lHGFSr3— K-TSiSSBE^JSrW-t-SDNAfi, JiiE^*— 

[0035] eat* ^M^^if-c«sj^^fetP^mPJ-rs^\ 

^*3, mmrnxmrn-r^m^sMn, ik<Dkmxhz> 0 
HGF-.mmmnm^- 
dHGF : 5T^ymx^mmm^mmm^- 

LBigift : Luria-BertaniJ^ife 
DMEMfi : afe^—^/l^ifi 
Amp:T^t°^y^ 
FCS:4«EjfiL?ff 
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NaCl:M^h!J<%k 

Tween80 : rfV^^ci/^^U^ (20) l/AAf ^^/^U^— h 

mmm 1 

[0036] iB^iJ*(Dia^J#-^-3 ^£*L55T5/^:£c3iHGF (dHGF ; If £M dHGFirV ^ 

^-(WT, fcV^o ) ^rpCAGGS-dHGF^^-r^o 

dHGF®e«^#*«5m^»^#*0^(ia^J^©|B^J#-^2(D289^, 
397f£, 471{il, 561{il, 648{u) CilSriAtSfcft^ *K7)5ffi^O^^°^ 
(5 ' -U £r^/&U pCAGGS-dHGF^^— ^r^- hirLT^^ 
mA&MM^f~ 0 roflia^ ga^J#-^2-e^$tb§T^/^IB^J©5^> Asn28 
9, Asn397, Asn561 N Asn648J3Gln^ N Thr471f3Gly^®!&£*L5 0 
DM 





mm 


5' -tgc get gac aat act atg caa gac act gat gtt cct ttg-3' 


|E5iJg-ff4 


5' -ggc aaa aat tat atg ggc cag tta tec caa aca aga tct gg-3' 




5' -tgc aaa cag gtt etc caa gtt tec cag ctg gta tat gg-3' 




5' -ggg aag gtg act ctg caa gag tct gaa ata tgt get gg-3' 


ie^ijs^ 7 


5' -ggt gat acc aca cct gga ata gtc aat tta gac cat cc-3' 





[0037] ^^^A^STRATAGENE&cDQuikChange Multi Kit£rf IJfflUfc 0 

(DmA&tltc-^-??*- (£XT, k^Oo )f*E. coli XL10 Gold<£>=^t° 

k g ^(D^m^m A&n, ^tcm^mmt^^t^mt^x^tc^^—^muu 

m&<7)MWi^m^f~o iWhtlfcmM^??— ^pCAGGS-dHGF-NGir^-T^c * 
ft, -hfBl, 2, 3<D3g<^m^°^^M^T|W]^(D#ff^TV\ a#C<D3Mm 
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<DffiB&XtMrZ>2:5 UlfSitrUfc^M^*— pCAGGS-dHGF- a NG^lL 

m^Xm-r^^ZMWrVkM^^— pCAGGS-dHGF- j3 NG^f^L/t 0 
[0038] gf^M^^— pCAGGS-dHGF&IJ^M^^— pCAGGS-dHGF-N 

G, pCAGGS-dHGF-aNG, pCAGGS-dHGF- j3 NG^tl^tLCOS-7^ffl 
fl^b^^m^hb/Co COS-7«ttDMEMJ:§ffi^^^ifiLif (FCS)^10% 

»^MdHGF^.OTIS^tiMdHGF^^tp^^$^fc 0 3 0 fJH-igiMr®^ 

fc 0 tgift ^5>&^tLfclf ^MdHGF^W^tiMdHGF^aS «:ELISAtC J; 

[0039] _h|E(Ditift§r$?$CU SSO. 22/im7^- X^MMVfc^ 50mM Tris-HC 
l(pH7. 5),0. 01%Tween80 N 0. 3M NaClT^fHbbfcHiTrap Heparin (B 
ed volume : 5mL) (Amersham Biosciences) {CO. 6mL/ / ^CD^7iC3S"C^7JPL'7h 
0 ;*7^£r50mM Tris-HCl(pH7. 5), 0. 01%Tween80 N 0. 3M NaCl7??5fe^ 
^,NaCl#SSr2M*-C_h#^5r^^J;oT»^dHGFS.tJ { ^^^dH 
GF&mtti^-frtio ^t±1filmL/^(D^3g-efTV\ 2. SmL/tubeT^IfflLfco if 
^MdHGF^U?|*$I^:tSMdHGF(D#fe-r5H^^0iKb, i«liao-C50 
mM Tris-HCl(pH7. 5), 0. 01%Tween80, 0. 3M NaCHCbuffer^S^L/Co 
^tl^lp] buffers ¥1IHbb/cMini S#7-MBed volume : 0. 8mL) (Amersham 
Biosciences) {CO. 4mL/#<D#tL^t?^nLfc. 0 *7^?r50mM Tris-HCl(pH 
7. 5), 0. 01%Tween80, 0. 3M NaCltgtM> NaClMJ^lM^-Cii^-lt 
^tK^Xm^.mdUGFRXfmmXmmdUGF^m^^:fc 0 mtHteO. 4mL 
/5: v OllttTV\ 0. 4mL/tube-^iiib/c 0 Sr^MdHGF^U«|*iI^tiMdH 
GFcD#^i-5p(^^0i|Xb, WM^tl^SDS-PAGE^ioTltl^L/Co 



WO 2005/058951 



23 



PCT/JP2004/018719 



[0040] W^M^?$— <^A^£oT#k*LfcdHGF£COS-dHGF-WT\ M^^?? 

— (D^A^i;oT#btVfc||^^:iiMdHGF^^rtl^tlCOS-dHGF-NG, COS 
-dHGF- a NGXttCOS-dHGF- /3 NG^^i"5 0 

#r?i¥lO-191991^|Stfe(D^^^oTCHOm^j;oT%dHGF®e 
K^fSS^b/c (CHO-dHGF-WT^#-T5) 0 
[0041] ^tt?3(DdHGF^t^*I^IBMdHGF5rSDS-PAGE(cl<toTJtSfeU^^§rllI 
^t^SMdHGFCDCOS-dHGF-NGTO, a MRXf j8 II^-HfS 

^*^5^*{-^^6{5L«^^^^K^^>7^LTV^6rt^^^^c 0 HIS 

##PM (if £M) dHGF-efeSCOS-dHGF-WT^CHO-dHGF-WTSfirb^-rS 
COS-dHGF-WT«CHO-dHGF-WTj:l9|*#l#JP(DfMS^^ N ^V^^ 

ztiti 0 jsiioitiso^^ti-racos-dHGF-jSNG-ctt, /3 m<D^vtm 

[0042] mmmixnhtit^m^mdUGFRx^mmxmmdUGF^m^^x, y^mmm 
%hfhtzM n«^jj^^5%Fcs^tp^yTAXF: (we) iM^rau 3^/ c 

±fi(5%FCSSr^tp)480//LJc:gmU i#*£«%b/c 0 §^^20?#Kft^lf 
dHGF^^HIl^«MdHGF^t?^^V^M^20^ UJ^JPU *&3£2r$^b 
fc c W^MdUGFRXJ-mmXmMdUGF^m\\\^X^h20m^(Dm, i^ni^v 
^(25Ci/mmol)3r2. 5/zCi/mL£&5£5^»]U £kfcl^il£6R#Wii«bfc 
c JNBflaSrPBS-C2|lI^b, 10%by^nng^^^pb-C4°C^20^^f^ 

Sbfc e £fb^, ffbV>10%by^nn|^^g^bT10^P^ffgU #Cf-H OlmL 

2 

Xl&c&lstCc Z.frlK0. 5N-NaOH^P^T37T^305>P^>^-<^hU ^ffllSSr 
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9'—±\zmWsl' s ?-V"—?— (MeltiLex) &<D^Ttf^K^— h Ji^MfiU 

^Sil^tlMdHGF (COS-dHGF-NG) if ^MdHGF (COS-dHGF-WT 
Sl/CHO-dHGF-WT) tlU^JIF M^Mf^t^fto a m.<DW%& 
5COS-dHGF- a NG&TJ* 0 ^Ofct^&^ta-rSCOS-dHGF- 0 NG^^^iZ) 

»M 3 

[0043] MDCK-3B^j|&&DMEM(10%FCS£r^£p) ^!K^LT24well^V— M^l X 
10 4 cells/well (480 » L/well) "C^f ^ £MdHGF&t#iMli;ft!R§JdH 
GF^t tfW&V'lsT' ii LSr^PbfCo 37T^20B#P H 1i$*E/c : gL scatter?) 
^M£ITf»^«lfplb/c (03) 0 

ifiN&fctgSidHGF (COS-dHGF-NG) Sf^MdHGF (COS-dHGF-WT 
&tfCHO-dHGF-WT) <h|Wl^<Z)^I^iS^tt^Lfc 0 a Wk(Dm$$k%XM-tZ> 
COS-dHGF- a NGRXJ 0 #IcD|*^^ai _ 5COS-dHGF- 0 NGt 

[0044] DMEM(10%FCS^ra-tp)(^j|fb^=t9— ^V^^(Cellmatrix I-A, if ffl 
if^^) (^MDCK-3B^fflia^M^LT5000cells/mLcD^^^L, 24well^V 
— H-500 /x L-f o#&Lfc (2500cells/well) 0 37^^10^^^^^— hLT 
37- ^V^/Hbb/ttl, DMEM(10%FCS?r^t?)^480,aL_bjlL N rr^lf 
^MdHGF^t>'|*iI^MdHGF^tp^i^^/V20/iL^»L^: o 37°CT 

6 0 mmmL-tc^ ^^-y^m^vtm^mmmxmm^tcm^. 

ISil^CMMdHGF (COS-dHGF-NG) J3\ If ^MdHGF (COS-dHGF-WT 
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xi;cHo-dHGF-wT) tm^<Dmmmmm^^fc a « m^mm^xm-r^ 

COS-dHGF- a NG&Xf 0 ® ©HNKSr^C!ii"SCOS-dHGF- ,8 NG% IH#CD?g 
5 

[0045] If^MdHGF&t^SN^IRMdHGF^^^SrSOmM Tris-HCl(pH7. 5), 
0. 01%Tween80, 0. 3M NaCFe#fibT50 /z g/mb<Z)MJt t-ffMU ^£fb 
fc^|§^AtLT37 0 C-e7 0 r^^^^-<-hbfc 0 & 0 ftfcl— gPSrf-X^U^bT 
, -80 t C^#Uh o f-^yv^b^^^^If^MdHGF^OTil^^MdHG 

rir^oTWfffibfco fiH^ai^^fe^oTtt, if^y^bfciSSRSrPBS, 0. 5% 
BSA-C125ng / / mL^#f^b/'' ; ^: N ^r(D20 /z LSrflf iWHIS©iSF*?R480 /x Udafc&Pb 
Tfinal Sng/mLiibfco 

ISil^ttMdHGF (COS-dHGF-NG) « % If ^fe^dHGF (COS-dHGF-WT 
&t>*CHG— dHGF-WT) £|^<Z>iU&j£tfeSr;^Ufc (E15) 0 a m.<rM&&K& 
-TSCOS-dHGF- a NG^tj? i3 #l(D|*#I^tl-r5COS-dHGF- /3 NGt 
<Z)gc^t££r^b/c 0 
6 

[0046] 80;uLCD50mM Tris-HCl (pH7. 5) , 0. 01%Tween80, 0. 3M NaCHUNa 
125 l£r50 u, Ci&fe&PU m^IODO-BEADS (PIERCE) ^l^^PbT, SIT*5 

20/zL<£>|g^(50mM Tris-HCl (pH7. 5), 0. 01%Tween80 N 0. 3M NaCl) 

ephadex G-25 (Amersham Biosciences) ^JyM^X^^MMK^'i'^tK 
J:oT*SJSONa 125 I^iit, 125 I-dHGF?r»^b^ 0 

500, 000cpmCD 125 I-dHGF?r, 0. l%BSA^tpPBSt?#rfXbT100 /i L<7)|£ 
»bfc 0 rttSrICR^^(8iS*^, II) ^mM^kS-^bfc 0 J£^t, 15K 5#\ 

i5^\ 30^, 605), i20^ikm^u^fc o um^ftikm^ikm^m u # 
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^tt2rfNffibfc(IEl6) 0 

Hll^tiMdHGF (COS-dHGF-NG) J3\ CHO-dHGF-WT^Jfc^T, Jfctf 1 
<E>^3£t£#5|Rl_hLTl ^c 0 COS— dHGF— WTfiCOS— dHGF— NGtCHO— dHG 
F-WT(D^^(D$£tt^Lfc„ i^te, HJfeMl^Ufccfc5^> COS-dHGF- 

[0047] ^3§PJ!<Dft#^i|MHGFtt N ^g&S#2jPLfcHGF<Z)ft#HGF£LT^ffl^fo5 
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[i] nfmmmmm^(DmmmnmiL(D^x^^<th-^m^m^xmm^x 
[2] tmcDmmmimmm^mmxmmmmmmm^-xh^x, mmmmm^ 

a) R?MX&mMm^-<DT^S&tffim ^ fc^^-f-SAsn-X-SerXtt Asn-X-Thr (X 

5 

b) J3f MH^-OT^ /mum *P ^#^-T6Asn-X-SerXfiAsn-X-Thr (X 

ttPro^^or^y^^-To ) x^n^N-^mmmn^u(D=i>^^-^nm(D 

c) If mj&MMm^cDT^ymm&l ^^SAsn-X-SerXteAsn-X-Thr (X 
5*^ 4>&<£t— 0(Dn>-fe^i?-^ga^JcDX^Pro^tt^tLTV^;X« 
M^nZSerXn/RXFThrfim^T^JM^^m^thX^^o 

[5] mmmmm^^x^^mmmMm^xh^t^m^t^^tm^m 
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b) ^402fiX«/ / ^LU ? ^404fl£(DT^/^^ftil^r^/^^, JM/;&.^|?403fi 
^T^/I^SPro^g^tLTV ^r^^ioT^402fi^^^#^P$tl,TV v&V > ; 

^ttTJP^tVTW^; 

d) ^566teX«/^t^0568{i©r^/^^<7)r^/^^, Xfe/RXJ t $f$567{iL 

<DT$.;&t&PToiz.m9i£tix\t ^%>z.k iz£^xM653&izM&.&tf]jn£tix\< v^v \ 

a) ^289fiXf*/ / ^U ? ^291fi(DT^y^^ftf 1 (DT^/^^, X«/,&U^290{iL 

b) $5397i&Xfc/&TJ t $fc399&<DT^;&&Wa.<DT^;m^ Xn/RXl$$398iu. 
(DT^/^p ro ^^tLTV^^t^J;oT^397f5A(C|*^^#*P^tLTl^V^; 

c) m47ii±(DT^mm<DT^mKm^^x\^^tK^xm47im^Mm 

a) 1156 1^1156 3{&<DT5/^MtoT5/^3:, xtt/;&^t?562fi 

e) ^648fiX«/ / ^t^^650ficDT^7^^ft!l^r^7^^, X«/^^649fi 
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— KL55*SSE?!liO>k&5DNAo 

[9] lf^(Dt5H^8IIfagcCODNA^,m^^^^^^o 

[10] »^©$6ffl^9*IB*feW^^— SrJSBJia^^AU fl«^§*b, I«rt%L 

(Dumb* 

[13] m#(Dmmm9mfzm,(D-<??~%M i &mmz.mAu m&mfc*Kmmxmm 
[14] mm^^mmmMm^mm^^m-r^t^x^xmm^^xn^ 
[15] mm^i-^mmmmm^^-v^m^m^\^nDNA^m^/wfc-< 

lf«if^H^^»M0lRi-5^^^#m^t-Sf*^o^H^l^^^7IS(DV^ 
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[is] m&<Dmmm8mzm<DBNA&<£t*i&te*mmmo 
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[2005^4^80 (08. 04. 05) : thgl=!3#J©fif5fc©^B 

1. 2, 6, 73lltt4tefc|IE£*lfc ; flb<Dfflf*0)«SBitt 
M&U (4H) ] 

[i] mmm ^mmmmm^mmnmmiLo^mz^xmm^iKm^x^^z.h^ 
[2] miEW mmxmmmmmmm^x^'DX, smmmmm^<o^< tt> i^Bf 

[3] MM±i5iH^(DT5y^@a^JfcML.T, #;©a) *6d) fcjR3*l*a!3E©il>&< & 
%>— ^EU:;fl*fc3nTV*S 21 1 iT<E>i?3&©f&HJ?l 2 HfBftotfHKftftSUFBIII 

a) Jfrm$&mMm^<Dy^ymMZntp\Zftft~$-&Asn-X-Se rXteAsn-X-Thr 
(XttPr ojJWI-OT 57t ^S^T . ) TpS Stl-SN — «g-&S!SNS#lJP ©3>t>tXE 

#1 © 5 % , frts. <t% © n >-fe 6B3RJ ©As 75; MM fcMJH $ nt 

ViS ; 

b) Jff*fflj^^H^©T5yKffi^J*tC#«E*rSAsn-X-SerX«Asn-X-Thr 
(XttPr o&fr<D 75/ tt ) $n§N- ^MftStlttiJP © 3 >± >-tf-XlE 

n<Do%.— ^©3>ir>^Xi2^J©SerX«Thr, &SV*i£2£U2©3 >-fe>it^E 

c ) ffPifflJ8&it?IH^©75 /»Jcfl:WS As n-X-SerXSAs n-X-Th r 
(XttPro^075/t^t.) T^$nSN-|g-&MeM#An©3>-fe>it^@3 

M<Dot>. / >&<tt)-^©a>t>f-XlB^J©X^Profcti§tlT^§ ;Xte 

d) fFlffllia^S^©T5 7mie^J4'^#ffi-r^i!>^< tfe-oOO-^M«i# 
Jp£§tt£S e rXB/WTh r *tflfi©75 /BKJaBfcWftStlWS. 

[4] )FFifflfls±imH^^t: hM : MMMmm^x&&z£&&WL£~fz>m$i<Dmmmimfr 

[6] mmk) ew^i \zmm<DY^/mmm^htiz^^n^m^<Dmmm2m^ 
zm4m<D^rnfr\ztm<DMmxmmm^mmm^x&^x, m&m^i t» ©7$ 
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a ) g 2 9 4ffiX»i/R«i 2 9 6{4©7S /t«075 ^Sfc, Xfct/Rtf jg 2 9 5& 

b) m402feX«/ / R^m404fi®T5/^ffi©7'5yMfC, Xli/TO40 3t 

r o fcB&SnWS £ i:^ctoT^4 0 2^«&#*f^3*lTV>fc:V* ; 

c) 147 614© 7Sy»*tffiCD 75 ,/&K:«!fe£ n*C V> S C £ «fc o TH 4 7 6ffilC»«g 

d) US 5 6 mXfe/mffi 5 6 8fi©75 /1»75/M(C, Xfct/RtfBS 5 6 7 it 
075/i^P rofc^tlW§i:iilj;oT^5 6 6tefc^**f^;*ftTVifc:V* ; 
Xte 

e) !65 3$fcXtt/RE8S 6 5 5ffiO75/»dSffi07$yftlC, Xte/RtfSS 6 54^ 
©75yt^p r o fcgj^tlT^S utfcioTi6 5 3 &K2Bltf^^£tt W&V*. 

c^4 3go v»*rn*» icejttojFFiBijeJijiEg^-e* o t, mmm^ 2t©75yttMb 

a ) H 2 8 94fcX»*/RtfJIS 2 9 lffiCD 757 75 7ii:, Xtt/fttf J(5 2 9 <Mfc 
©75 7ll^p r ofcg^$tlTV^^tfcJ:^Tl|2 8 9&tef8&3&*f^£nTV>fc:V> ; 

b ) M 3 9 7&X te/R^fil 3 9 9{£<D 75 7 KjW&CD 75 7tfc, Xte/R^fH 3 9 8-ffc 
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